For the PCR reaction, 10 μL of RT reaction and PCR Master Mix were used.
The PCR Master Mix consisted of 5 μL 5X PCR buffer containing SYBR Green I, 0.2 μL SuperTaq 5 U/μL, 0.5 μL PCR primers and 9.3 μL of nuclease-free water for a total volume of 15 μL. Real-time PCR was performed on the LightCycler® 480 Instrument (Roche, Mannheim, Germany).
To control input variability and sample normalisation, primer sets specific for the small RNA species U6 snRNA (Ambion, AM30303) and 5S rRNA (Ambion, AM30302) were used. These primer sets were used not only as internal controls but also to verify the integrity of the RNA and the reverse transcription reaction. 2 Any specimen with inadequate U6 snRNA or 5S rRNA expression would be excluded from the study.
For miR-141 and miR-200c, the PCR cycling conditions and analysis were as follows: denaturation at 95ºC for 8 seconds; cycling, 40 cycles of 95ºC for 5 seconds, 60ºC for 5 seconds and 72ºC for 2 seconds; melting curve analysis, 1 cycle at 95ºC for 5 seconds, 55ºC for 1 minute 5 seconds and 95ºC continuous; and finally, cooling at 40ºC for 10 seconds. The conditions were identical for U6 snRNA and 5S rRNA, except the denaturation step was 1 cycle at 95ºC for 6 seconds.
We verified that the amplification of each PCR product was specific using a melting curve analysis. The amplification efficiency was determined for both target and reference genes. Each assay was performed at least in triplicate.
The quantification cycle (Cq) was performed using LightCycler 480
Quantification software (Roche, Mannheim, Germany). For further data analysis, only those miRNAs with a Cq value equal to or below 35, representing detection of one single-molecule template [1] were considered. Positive and negative controls were included in each experiment.
The Relative Expression Software Tool (REST) was used to analyse the relative miRNA expression in each sample and to determine the fold difference for every miRNA. The expression levels of the target miRNAs were standardised using an index containing 5S rRNA and U6 snRNA.
MiRNA analyses were performed with no knowledge of the clinical or follow-up data. 3 
Supplemental results

Online data about tumour expression of miR-141 and miR-200c and prognosis in breast cancer patients
The online tool MIRUMIR was used to perform Kaplan Meier survival analysis.
In the first dataset [2] 
